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ABSTRACT
Genetic transformation is a natural process during
which foreign DNA enters a cell and integrates into
the genome. Apart from its relevance for horizontal
gene transfer in nature, transformation is also the
cornerstone of today’s recombinant gene technol-
ogy. Despite its importance, relatively little is
known about the factors that determine transform-
ation efficiency. We hypothesize that differences in
DNA accessibility associated with nucleosome pos-
itioning may affect local transformation efficiency.
We investigated the landscape of transformation ef-
ficiency at various positions in the Saccharomyces
cerevisiae genome and correlated these measure-
ments with nucleosome positioning. We find that
transformation efficiency shows a highly significant
inverse correlation with relative nucleosome
density. This correlation was lost when the nucleo-
some pattern, but not the underlying sequence was
changed. Together, our results demonstrate a novel
role for nucleosomes and also allow researchers to
predict transformation efficiency of a target region
and select spots in the genome that are likely to
yield higher transformation efficiency.
INTRODUCTION
Genetic transformation occurs frequently in nature.
Certain microbes are naturally able to incorporate DNA
from their surroundings into their own genome, whereas
some viruses and bacteria can inject (parts of) their
genomes into host cells that subsequently integrate the
foreign DNA into their genomes using the microbe’s re-
combination machinery (1–3). This ability of microbes to
take up foreign DNA is routinely used in current molecu-
lar microbiology. For instance, viruses are used to
transform cells, and Agrobacterium tumefaciens is ex-
ploited to transform plants (4–6).
In some organisms, such as Saccharomyces cerevisiae
(baker’s yeast), foreign DNA is incorporated by homolo-
gous recombination at sites in the host genome with
sequence similarity to the foreign DNA (7). In other
cases, the foreign DNA is integrated semi-randomly in
the host genome (8–10). However, not all insertion sites
exhibit similar transformation efﬁciencies. For example,
transformation efﬁciency differs greatly between organisms
and even between different loci within the genome of the
same organism. Despite the importance of transformation
in biotechnology, little is known about the factors that in-
ﬂuence local transformation efﬁciency (11–13).
In eukaryotic cells, DNA is wrapped around an octamer
of four core histones to form a nucleosome. Nucleosomes
are the basic packaging unit of chromatin. In recent years,
genome-wide nucleosome maps have increased our under-
standing of nucleosome organization in yeast (14–20).
These maps show that nucleosome positions are not
random. Most nucleosome positions are highly stable
and uniform across different individuals in a population;
nucleosome positioning is inherited from one cellular gen-
eration to another.
Many studies have attempted to understand the factors
controlling nucleosome positioning. Although this issue
has not been fully resolved, DNA sequence, chromatin
remodeling complexes, RNA polymerases, transcription
factors, neighboring nucleosomes, higher order chromatin
structure, post-translational histone modiﬁcations and
histone variants are important (16,21–26). However, nu-
cleosomes are not merely DNA packaging tools for the
cells. Since the tightly wrapped nucleosomal DNA is less
accessible to DNA-binding factors than naked DNA, nu-
cleosome organization inﬂuences and regulates certain key
cellular processes, including gene expression, DNA repli-
cation and recombination (27–36).
Here, we demonstrate that the altered DNA accessibil-
ity associated with nucleosome positioning affects local
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genetic transformation rates (i.e. the efﬁciency with which
foreign DNA integrates into the genome).
MATERIALS AND METHODS
Microbial procedure
We used S. cerevisiae strain FY5 (Mat a, S288c back-
ground) for our experiments (37). Yeast cultures were
grown as described previously and standard procedures
for isolation and manipulation of DNA were used
(38–40).
Target selection
We selected genomic regions with very well-positioned nu-
cleosomes and targeted three consecutive peaks (positions
in the genome that show a high nucleosome density) and
valleys (positions showing a low nucleosome density) with
two or more insertion sites in each peak or valley (41). We
did not target genes or regions that are essential for cell
growth or viability (see Supplementary Table S1).
Transformation protocol
We PCR (polymerase chain reaction) ampliﬁed the
Hygromycin B (HYG) resistance cassette from plasmid
pAG32 (42) using primers upstream and downstream of
the cassette (HYG-speciﬁc primer sequence for the
forward primer was 50CAGCTGAAGCTTCGTACGC30
and for the reverse primer 50GCATAGGCCACTAGTG
GATCTG30). To target the HYG cassette to different pos-
itions in the genome, the primer pairs have 45-nucleotide
tails corresponding to 90 nucleotides of the targeted inte-
gration site (see Supplementary Table S1). Integration
sites were spaced seven nucleotides apart.
Transformations were performed individually in 96-well
deep well plates using an adapted version of the trans-
formation protocol described by Gietz and Schiestl (43).
Cells were grown overnight in 3ml YPD and 0.5 108
cells were then inoculated in 250ml pre-warmed YPD
(12.5ml for each transformation reaction) in the shaking
incubator for 4 h. Cells were harvested by centrifugation
at 3000g for 5min and washed twice with water. Next,
cells were resuspended in 0.1M LiAc (Lithium Acetate)
(25 ml for each transformation reaction). After 10min in-
cubation at room temperature, 25 ml of the cell suspension
(107 cells) was added to each well of a 96-well deep well
plate. The transformation mix was added to each trans-
formation reaction (each well): 150 ml PLi [4.5ml PEG
50%, 610 ml LiAc 1M, 57 ml Tris 1M (pH 7.5), 11.6ml
EDTA 1M (pH 7.4)], 2.5ml boiled ss-carrier DNA
(1mg/ml) and 10 mg DNA (PCR product). The plate was
incubated in a water bath at 42C for 30min. After the
transformation, cells were recovered for 3 h in 1.5ml YPD
before plating on YPD-HYG (200mg/ml HYG ﬁnal con-
centration) plates. Plates were incubated for 2 days at
30C and to conﬁrm insertion in correct position, this
was followed by either a counter-selection or PCR (see
Supplementary Table S3). Each transformation was
repeated three times independently and results were
averaged. Transformation efﬁciency was calculated as
described in the study by Gietz and Schiestl (43)
(number of transformants/mg DNA/107 cells). To
compare results from different loci, we calculated the
relative transformation efﬁciency—i.e. the transformation
efﬁciency of each insertion site divided by the highest
transformation efﬁciency in the same locus.
GC content and melting temperature
To study the possible correlation between transformation
efﬁciency and local DNA features, we calculated the GC
content and melting temperature of sequences of
homology (90 bp total) for each target position and
plotted this against the observed transformation efﬁ-
ciency. This homology sequence corresponds to the
50 and 30 ﬂanking sequences (45 bp each) of the HYG re-
sistance marker in the integration cassette (see
Supplementary Table S1).
Nucleosome mapping
We determined the nucleosome map for part of the ADE2
gene. Mononucleosomal DNA was prepared using a pre-
viously published protocol (41). Nucleosomal DNA was
analyzed using tiling qPCR; sequences of primers are
listed in Supplementary Table S2. Each primer set gener-
ates a product of 50–58 bp, centered 14 bp away from the
neighboring primer set. The position at the center of the
PCR product was used as the point for plotting the value
in the nucleosome positioning map. Nucleosome density
was calculated as the log ratio of nucleosomal DNA to
that of total genomic DNA and was normalized to the
highest value. Peaks represent enrichment of the frag-
ments covered by a nucleosome and valleys represent
linker DNA (i.e. nucleosome-free DNA).
RESULTS
Transformation efﬁciency anti-correlates with
nucleosome density
We hypothesized that nucleosome positioning may be an
important factor affecting transformation efﬁciency.
Several publicly available high-quality genome-wide nu-
cleosome maps exist for S. cerevisiae (14,15,41,44,45).
Thus, we were able to investigate transformation efﬁciency
across various positions in the S. cerevisiae genome. We
selected 40 positions in the S. cerevisiae genome with high
nucleosome densities and 40 positions showing low nu-
cleosome densities (see Materials and Methods). In each
of these loci, we inserted a HYG resistance cassette and
determined transformation efﬁciency (see Supplementary
Table S1). Our results illustrate a signiﬁcant difference in
transformation efﬁciency between loci with low nucleo-
some density compared with loci covered by nucleosomes
(P< 1E-10). Moreover, we also found a highly signiﬁcant
anti-correlation between transformation efﬁciency and nu-
cleosome density for all 80 positions tested (R2=0.55)
(Figure 1A and B).
To ensure that nucleosome positions do not change
during the transformation procedure, we collected cells
from three different steps during a typical transformation










experiment (exponential phase, after lithium acetate treat-
ment and after heat shock) and determined nucleosome
positioning in a region with a well-positioned nucleosome
pattern in the ADE2 gene (see Supplementary Table S2).
The results of this test show that nucleosome positions
do not change during the transformation procedure
(Figure 2A). We also controlled for possible variation
that might arise from possible differences in growth
speed on the selective medium between the transformants
(which could lead to misinterpretation of the transform-
ation efﬁciencies). We measured the growth of 2 groups of
30 transformants with the HYG marker inserted in
regions with either low or high nucleosome densities on
medium with different hygromycin concentrations. There
was no variation in growth in the presence of different
concentrations of hygromycin (HYG) between the two
groups (Figure 2B), showing that the difference we
observe in colony counts are due to variation in trans-
formation efﬁciency and not due to variation in growth
on selective medium.
To increase the resolution of our study, we selected a
300 bp region with a well-positioned nucleosome pattern
(beginning of LYS2 gene) and inserted the same marker
gene across 46 positions at 7 bp intervals (see
Supplementary Table S1). The results show that
within this 300 bp tract, transformation efﬁciency varies
over approximately one order of magnitude. These
position-dependent differences in transformation efﬁ-
ciency exhibit a striking wave-like behavior that is
inversely correlated with the nucleosome density
(Figure 3A) whereas a control experiment in a 300 bp
region (part of SUC2 gene) with fuzzy nucleosomes (i.e.
a region where nucleosomes change positions often within
one cell and/or between cells in a population) did not
show such a clear pattern for transformation efﬁciency
(Figure 3B).
The effect of nucleosome positioning on transformation
efﬁciency is independent of the local DNA sequence
Next, we aimed to check whether nucleosomes directly
affect nucleosome positioning and transformation efﬁ-
ciency or whether it is an indirect effect caused by the
local DNA sequence, which could inﬂuence both nucleo-
some positioning and transformation efﬁciency. In a
control experiment, we attempted to ﬁnd a correlation
between transformation efﬁciency and properties of the
local DNA sequence, i.e. GC content and melting tem-
perature. However, these parameters weakly correlated
to local transformation efﬁciency (Figure 4A). To
Figure 1. Nucleosome density affects transformation efﬁciency. (A) The transformation efﬁciency differs signiﬁcantly between nucleosome-occupied
(Peak: positions with a high nucleosome density) or nucleosome-depleted (Valley: positions with a low nucleosome density) positions.
(B) Transformation efﬁciency anti-correlates with nucleosome density.
Figure 2. (A) Nucleosome positions do not change during the transformation procedure. We collected cells from three different steps during a typical
transformation experiment and determined the nucleosome positions of a region with a well-positioned nucleosome pattern at these different stages
of the transformation procedure. (B) Different transformants can grow equally well in different concentrations of hygromycin (HYG). We grew the
transformants with HYG cassette inserted in different positions with high nucleosome density (referred to as Peak) (n=30) or low nucleosome
density (referred to as Valley) (n=30) in different media (YPD containing different concentrations of hygromycin). Results show no variation in
growth on selective media between the two groups.










further explore the effect of local DNA sequence and nu-
cleosome occupancy, we used two yeast strains that have
different nucleosome occupancy across a speciﬁc region of
their genomes without any differences in local DNA
sequence. The ﬁrst strain was FY5 (Mat a, S288c back-
ground) used in our other experiments whereas the second
strain (AJY377) contained a changed sequence upstream
of the URA3 open reading frame; this resulted in a
changed nucleosome map for the URA3 ORF; from a
well-positioned to a fuzzy map (46). We compared trans-
formation efﬁciencies of these two strains in the same
100 bp region with 7 bp insertion intervals and found dif-
ferent transformation efﬁciency patterns for the two
strains. Therefore, we concluded that changes in
nucleosome positions between these two strains lead to
corresponding changes in the pattern of transformation
efﬁciency, thereby demonstrating a direct effect of nucleo-
some positioning on transformation efﬁciency, independ-
ent of the local DNA sequence (Figure 4B).
DISCUSSION
Our results demonstrate that nucleosome positioning
greatly affects transformation efﬁciency. In nucleosome
poor regions, foreign DNA integrates 2- to 10-fold more
efﬁciently than in regions covered by well-positioned nu-
cleosomes. This study is the ﬁrst to experimentally explore
the correlation between nucleosome positioning and
Figure 3. (A) Transformation efﬁciency anti-correlates with nucleosome density (in a region with well-positioned nucleosome pattern).
Transformation efﬁciency (black bars) in a 300 bp region of the S. cerevisiae genome containing well-positioned nucleosomes depicts a wave-like
pattern which anti-correlates with nucleosome density (orange line). In the nucleosome map (orange line), peaks represent the presence of a well-
positioned nucleosome on the DNA sequence and valleys represent the nucleosome-depleted ‘linker’ DNA. (B) Insertion of the marker cassette (every
7 bp) in a 300 bp region of the S. cerevisiae genome lacking well-positioned nucleosomes shows that in this case, transformation efﬁciency (black bars)
does not show a clear wave-like pattern as observed in panel A.










transformation efﬁciency. Interestingly, a few previous
studies have investigated the effect of nucleosome pos-
itioning on other DNA integration processes (i.e.
retrotransposition or retroviruses). Although these
processes involve different mechanisms, they all require
insertion of DNA into the host genome. Our results are
consistent with recent studies on Ty5 and Hermes trans-
poson insertion in yeast (47,48). However, other recent
studies show that not all DNA insertion events occur pref-
erentially in nucleosome-depleted regions; yeast Ty1 retro-
transposon targets nucleosomal DNA in regions upstream
of Pol III-transcribed genes and integration of the HIV
genome into the host genome seems to exploit
nucleosome-induced bending of DNA and therefore
occurs in nucleosome-occupied loci (49–53). Further
research elucidating the precise molecular mechanisms
underlying the DNA integration process in these different
transposition events may shed light on the observed dif-
ferences in the preference for naked or
nucleosome-occupied insertion spots between transform-
ation and transposition of certain (but not all) trans-
posons. Another interesting issue to explore is whether a
different nucleosome occupancy also inﬂuences expression
levels of the inserted construct. Studies have shown that
different insertion sites can lead to different expression
levels of the integrated gene (54–58). This is a major
problem in plant transformation, where researchers
cannot control the insertion site.
Though nucleosome density is not the only factor
determining local transformation efﬁciency, nucleosomes
clearly play a central role in directing foreign DNA to the
target integration site. Apart from unveiling a novel
function of nucleosomes, our results may also be very
helpful for research projects suffering from low transform-
ation efﬁciencies (e.g. genetics and synthetic biology
projects in non-model organisms and industrial microbes
that are difﬁcult to transform). Since nucleosome-depleted
sites show up to one order of magnitude higher transform-
ation rates than nucleosome-occupied sites, selecting inte-
gration sites with low nucleosome densities may help
overcome the problems associated with low transform-
ation efﬁciencies. In this respect, it is important to note
that other research teams have recently developed highly
accurate models that are able to predict nucleosome pos-
itioning from the local DNA sequence (59,60). Although
experimental in vivo nucleosome maps are only available
Figure 4. (A) Transformation efﬁciency does not correlate with properties of local DNA. The GC content and melting temperature of sequences of
homology for each target position do not show correlation with local transformation efﬁciency. (B) Changes in the nucleosome pattern affect local
transformation efﬁciency. Insertion of a marker cassette (every 7 bp) in a region of 100 bp in the same genomic locus in two strains that have a
different nucleosome structure in this region reveals that nucleosome positions directly affect transformation efﬁciency. Left: the S288c strain shows a
well-positioned nucleosome centered over the middle of the locus under investigation (seen as a peak in the relative nucleosome density, orange line).
The local transformation efﬁciencies (black bars) show a strong anti-correlation with nucleosome density (orange line). Right: the same genomic
region in a mutant derived from the same S288c strain that contains a different sequence upstream of the locus under investigation that disrupts the
local nucleosome structure (orange line). In this mutant, the transformation efﬁciencies (black bars) do not show a clear pattern anymore. Moreover,
despite both wild type S288c strain (left) and the mutant (right) have exactly the same DNA sequence at the locus under investigation, the
transformation efﬁciencies differ greatly between these two strains.










for some organisms, in vitro nucleosome maps have been
shown to be very similar to in vivo nucleosome maps
(22,45). This allowed the development of algorithms that
can predict nucleosome occupancy, only based on DNA
sequence (17,22,45,61). Since transformation efﬁciency is
affected by DNA-directed nucleosome occupancy, these
algorithms can be used to predict transformation efﬁ-
ciency based on target DNA sequence a priori, even for
organisms and genomes for which nucleosome positions
have not been determined experimentally. This will allow
researchers to select the most efﬁcient integration loci in
the target genome.
SUPPLEMENTARY DATA
Supplementary Data are available at NAR Online:
Supplementary Tables 1–3.
ACKNOWLEDGEMENTS
The authors thank Dr Bodo Stern, and all Verstrepen and
Marchal lab members for helpful feedback.
FUNDING
Fonds Wetenschappelijk Onderzoek (FWO)—Vlaanderen
[G.0544.10]; the European Research Council (ERC)—
Young Investigator grant [241426]; Agentschap voor
Innovatie door Wetenschap en Technologie (IWT)—
Strategisch BasisOnderzoek (SBO) project [090043];
Vlaams Instituut voor Biotechnologie (VIB); Katholieke
Universiteit Leuven (KU Leuven) and the European
Molecular Biology Organization (EMBO)—Young
Investigator Program (YIP). Funding for open access
charge: Flanders Government (VIB).
Conﬂict of interest statement. None declared.
REFERENCES
1. Lorenz,M.G. and Wackernagel,W. (1994) Bacterial gene transfer
by natural genetic transformation in the environment. Microbiol.
Rev., 58, 563–602.
2. Dubnau,D. (1999) DNA uptake in bacteria. Annu. Rev.
Microbiol., 53, 217–244.
3. Chen,I. and Dubnau,D. (2004) DNA uptake during bacterial
transformation. Nat. Rev. Microbiol., 2, 241–249.
4. Hinnen,A., Hicks,J.B. and Fink,G.R. (1978) Transformation of
yeast. Proc. Natl Acad. Sci. USA, 75, 1929–1933.
5. Tzﬁra,T. and Citovsky,V. (2006) Agrobacterium-mediated genetic
transformation of plants: biology and biotechnology. Curr. Opin.
Biotechnol., 17, 147–154.
6. Beggs,J.D. (1978) Transformation of yeast by a replicating hybrid
plasmid. Nature, 275, 104–109.
7. Orr-Weaver,T.L., Szostak,J.W. and Rothstein,R.J. (1981) Yeast
transformation: a model system for the study of recombination.
Proc. Natl Acad. Sci. USA, 78, 6354–6358.
8. Gheysen,G., Villarroel,R. and Van Montagu,M. (1991)
Illegitimate recombination in plants: a model for T-DNA
integration. Genes Dev., 5, 287–297.
9. Mayerhofer,R., Koncz-Kalman,Z., Nawrath,C., Bakkeren,G.,
Crameri,A., Angelis,K., Redei,G.P., Schell,J., Hohn,B. and
Koncz,C. (1991) T-DNA integration: a mode of illegitimate
recombination in plants. EMBO J., 10, 697–704.
10. Goff,S.P. (1992) Genetics of retroviral integration. Annu. Rev.
Genet., 26, 527–544.
11. Puig,O., Rutz,B., Luukkonen,B.G., Kandels-Lewis,S., Bragado-
Nilsson,E. and Seraphin,B. (1998) New constructs and strategies
for efﬁcient PCR-based gene manipulations in yeast. Yeast, 14,
1139–1146.
12. Koren,P., Svetec,I.K., Mitrikeski,P.T. and Zgaga,Z. (2000)
Inﬂuence of homology size and polymorphism on plasmid
integration in the yeast CYC1 DNA region. Curr. Genet., 37,
292–297.
13. Gjuracic,K., Pivetta,E. and Bruschi,C.V. (2004) Targeted DNA
integration within different functional gene domains in yeast
reveals ORF sequences as recombinational cold-spots. Mol. Genet.
Genomics, 271, 437–446.
14. Jiang,C. and Pugh,B.F. (2009) A compiled and systematic
reference map of nucleosome positions across the Saccharomyces
cerevisiae genome. Genome Biol., 10, R109.
15. Yuan,G.C., Liu,Y.J., Dion,M.F., Slack,M.D., Wu,L.F.,
Altschuler,S.J. and Rando,O.J. (2005) Genome-scale identiﬁcation
of nucleosome positions in S. cerevisiae. Science, 309, 626–630.
16. Mavrich,T.N., Ioshikhes,I.P., Venters,B.J., Jiang,C., Tomsho,L.P.,
Qi,J., Schuster,S.C., Albert,I. and Pugh,B.F. (2008) A barrier
nucleosome model for statistical positioning of nucleosomes
throughout the yeast genome. Genome Res., 18, 1073–1083.
17. Field,Y., Kaplan,N., Fondufe-Mittendorf,Y., Moore,I.K.,
Sharon,E., Lubling,Y., Widom,J. and Segal,E. (2008) Distinct
modes of regulation by chromatin encoded through nucleosome
positioning signals. PLoS Comput. Biol., 4, e1000216.
18. Li,B., Carey,M. and Workman,J.L. (2007) The role of chromatin
during transcription. Cell, 128, 707–719.
19. Shivaswamy,S., Bhinge,A., Zhao,Y., Jones,S., Hirst,M. and
Iyer,V.R. (2008) Dynamic remodeling of individual nucleosomes
across a eukaryotic genome in response to transcriptional
perturbation. PLoS Biol., 6, e65.
20. Jansen,A. and Verstrepen,K.J. (2011) Nucleosome positioning in
Saccharomyces cerevisiae. Microbiol. Mol. Biol. Rev., 75, 301–320.
21. Segal,E. and Widom,J. (2009) What controls nucleosome
positions? Trends Genet., 25, 335–343.
22. Kaplan,N., Moore,I.K., Fondufe-Mittendorf,Y., Gossett,A.J.,
Tillo,D., Field,Y., LeProust,E.M., Hughes,T.R., Lieb,J.D.,
Widom,J. et al. (2009) The DNA-encoded nucleosome
organization of a eukaryotic genome. Nature, 458, 362–366.
23. Kwon,H., Imbalzano,A.N., Khavari,P.A., Kingston,R.E. and
Green,M.R. (1994) Nucleosome disruption and enhancement of
activator binding by a human SW1/SNF complex. Nature, 370,
477–481.
24. Burns,L.G. and Peterson,C.L. (1997) The yeast SWI-SNF
complex facilitates binding of a transcriptional activator to
nucleosomal sites in vivo. Mol. Cell. Biol., 17, 4811–4819.
25. Yarragudi,A., Miyake,T., Li,R. and Morse,R.H. (2004)
Comparison of ABF1 and RAP1 in chromatin opening and
transactivator potentiation in the budding yeast Saccharomyces
cerevisiae. Mol. Cell. Biol., 24, 9152–9164.
26. Anderson,J.D., Lowary,P.T. and Widom,J. (2001) Effects of
histone acetylation on the equilibrium accessibility of nucleosomal
DNA target sites. J. Mol. Biol., 307, 977–985.
27. Sekinger,E.A., Moqtaderi,Z. and Struhl,K. (2005) Intrinsic
histone-DNA interactions and low nucleosome density are
important for preferential accessibility of promoter regions in
yeast. Mol. Cell, 18, 735–748.
28. Lam,F.H., Steger,D.J. and O’Shea,E.K. (2008) Chromatin
decouples promoter threshold from dynamic range. Nature, 453,
246–250.
29. Tirosh,I. and Barkai,N. (2008) Two strategies for gene regulation
by promoter nucleosomes. Genome Res., 18, 1084–1091.
30. Baumann,M., Mamais,A., McBlane,F., Xiao,H. and Boyes,J.
(2003) Regulation of V(D)J recombination by nucleosome
positioning at recombination signal sequences. EMBO J., 22,
5197–5207.
31. Eaton,M.L., Galani,K., Kang,S., Bell,S.P. and MacAlpine,D.M.
(2010) Conserved nucleosome positioning deﬁnes replication
origins. Genes Dev., 24, 748–753.
32. Han,M. and Grunstein,M. (1988) Nucleosome loss activates yeast
downstream promoters in vivo. Cell, 55, 1137–1145.










33. Han,M., Kim,U.J., Kayne,P. and Grunstein,M. (1988) Depletion
of histone H4 and nucleosomes activates the PHO5 gene in
Saccharomyces cerevisiae. EMBO J., 7, 2221–2228.
34. Durrin,L.K., Mann,R.K. and Grunstein,M. (1992) Nucleosome
loss activates CUP1 and HIS3 promoters to fully induced levels
in the yeast Saccharomyces cerevisiae. Mol. Cell. Biol., 12,
1621–1629.
35. Hirschhorn,J.N., Brown,S.A., Clark,C.D. and Winston,F. (1992)
Evidence that SNF2/SWI2 and SNF5 activate transcription in
yeast by altering chromatin structure. Genes Dev., 6, 2288–2298.
36. Lee,C.K., Shibata,Y., Rao,B., Strahl,B.D. and Lieb,J.D. (2004)
Evidence for nucleosome depletion at active regulatory regions
genome-wide. Nat. Genet., 36, 900–905.
37. Brachmann,C.B., Davies,A., Cost,G.J., Caputo,E., Li,J., Hieter,P.
and Boeke,J.D. (1998) Designer deletion strains derived from
Saccharomyces cerevisiae S288C: a useful set of strains and
plasmids for PCR-mediated gene disruption and other
applications. Yeast, 14, 115–132.
38. Abelson,J., Simon,M., Guthrie,C. and Fink,G. (2004) Guide to
Yeast Genetics and Molecular Biology. Academic Press, New
York.
39. Ausubel,F.M., Brent,R., Kingstone,R.E., Moore,D.D.,
Seidman,J.G., Smith,J.A. and Struhl,K. (1994) Current protocols
in molecular biology. John Wiley and sons, New York City, NY.
40. Amberg,D.C., Burke,D.J. and Strathern,J.N. (2005) Methods in
Yeast Genetics. Cold Spring Harbor Laboratory Press, Cold
Spring Harbor, NY.
41. Lee,W., Tillo,D., Bray,N., Morse,R.H., Davis,R.W., Hughes,T.R.
and Nislow,C. (2007) A high-resolution atlas of nucleosome
occupancy in yeast. Nat. Genet., 39, 1235–1244.
42. Goldstein,A.L. and McCusker,J.H. (1999) Three new dominant
drug resistance cassettes for gene disruption in Saccharomyces
cerevisiae. Yeast, 15, 1541–1553.
43. Gietz,R.D. and Schiestl,R.H. (2007) High-efﬁciency yeast
transformation using the LiAc/SS carrier DNA/PEG method.
Nat. Protoc., 2, 31–34.
44. Ioshikhes,I.P., Albert,I., Zanton,S.J. and Pugh,B.F. (2006)
Nucleosome positions predicted through comparative genomics.
Nat. Genet., 38, 1210–1215.
45. Segal,E., Fondufe-Mittendorf,Y., Chen,L., Thastrom,A., Field,Y.,
Moore,I.K., Wang,J.P. and Widom,J. (2006) A genomic code for
nucleosome positioning. Nature, 442, 772–778.
46. Jansen,A., van der Zande,E., Meert,W., Fink,G.R. and
Verstrepen,K.J. (2012) Distal chromatin structure inﬂuences local
nucleosome positions and gene expression. Nucleic Acids Res, 40,
3870–3885.
47. Gangadharan,S., Mularoni,L., Fain-Thornton,J., Wheelan,S.J. and
Craig,N.L. (2010) DNA transposon Hermes inserts into DNA in
nucleosome-free regions in vivo. Proc. Natl Acad. Sci. USA, 107,
21966–21972.
48. Baller,J.A., Gao,J. and Voytas,D.F. (2011) Access to DNA
establishes a secondary target site bias for the yeast retrotransposon
Ty5. Proc. Natl Acad. Sci. USA, 108, 20351–20356.
49. Muller,H.P. and Varmus,H.E. (1994) DNA bending creates
favored sites for retroviral integration: an explanation for
preferred insertion sites in nucleosomes. EMBO J., 13, 4704–4714.
50. Pryciak,P.M. and Varmus,H.E. (1992) Nucleosomes,
DNA-binding proteins, and DNA sequence modulate retroviral
integration target site selection. Cell, 69, 769–780.
51. Wang,G.P., Ciufﬁ,A., Leipzig,J., Berry,C.C. and Bushman,F.D.
(2007) HIV integration site selection: analysis by massively
parallel pyrosequencing reveals association with epigenetic
modiﬁcations. Genome Res., 17, 1186–1194.
52. Mularoni,L., Zhou,Y., Bowen,T., Gangadharan,S., Wheelan,S.J.
and Boeke,J.D. (2012) Retrotransposon Ty1 integration targets
speciﬁcally positioned asymmetric nucleosomal DNA segments in
tRNA hotspots. Genome Res, 22, 693–703.
53. Baller,J.A., Gao,J., Stamenova,R., Curcio,M.J. and Voytas,D.F.
(2012) A nucleosomal surface deﬁnes an integration hotspot for
the Saccharomyces cerevisiae Ty1 retrotransposon. Genome Res,
22, 704–713.
54. Gierman,H.J., Indemans,M.H., Koster,J., Goetze,S., Seppen,J.,
Geerts,D., van Driel,R. and Versteeg,R. (2007) Domain-wide
regulation of gene expression in the human genome. Genome Res.,
17, 1286–1295.
55. Flagfeldt,D.B., Siewers,V., Huang,L. and Nielsen,J. (2009)
Characterization of chromosomal integration sites for
heterologous gene expression in Saccharomyces cerevisiae. Yeast,
26, 545–551.
56. Furth,P.A., St Onge,L., Boger,H., Gruss,P., Gossen,M.,
Kistner,A., Bujard,H. and Hennighausen,L. (1994) Temporal
control of gene expression in transgenic mice by a
tetracycline-responsive promoter. Proc. Natl Acad. Sci. USA, 91,
9302–9306.
57. Gossen,M. and Bujard,H. (1992) Tight control of gene expression
in mammalian cells by tetracycline-responsive promoters. Proc.
Natl Acad. Sci. USA, 89, 5547–5551.
58. De,S. and Babu,M.M. (2010) Genomic neighbourhood and the
regulation of gene expression. Curr. Opin. Cell Biol., 22, 326–333.
59. Widom,J. (2001) Role of DNA sequence in nucleosome stability
and dynamics. Q. Rev. Biophys., 34, 269–324.
60. Trifonov,E.N. (1980) Sequence-dependent deformational
anisotropy of chromatin DNA. Nucleic Acids Res., 8, 4041–4053.
61. Xi,L., Fondufe-Mittendorf,Y., Xia,L., Flatow,J., Widom,J. and
Wang,J.P. (2010) Predicting nucleosome positioning using a
duration Hidden Markov Model. BMC Bioinformatics, 11, 346.
9512 Nucleic Acids Research, 2012, Vol. 40, No. 19
 at G
hent U
niversity on A
pril 8, 2013
http://nar.oxfordjournals.org/
D
ow
nloaded from
 
